Feeley and Pittman (Bull. World Health Organ. 28:347, 1963 ) speculated that a hemolysin (HL) destructive enzyme produced by El Tor vibrio at a late stage of growth lowers the HL titer. We proved the production of an HL-destructive factor (HDF) by strains of classical cholera and El Tor vibrio and established an in vitro method for quantitative titration of HDF.
HL was prepared by growing a hemolytic El Tor strain in heart infusion broth (Nihon Eiyo) or Syncase (Finkelstein et al., J. Infect. Diseases 114:203, 1964) the largest factor of dilution giving complete hemolysis; HL was diluted with the same factor in a specimen to be titrated for HDF; 1.0 ml of the HL diluted with the specimen was put into the first test tube in a series, and 0.5-ml portions in the other tubes; a series of twofold dilutions of the specimen with HL was made; the mixtures of the specimen and HL (0.5 ml) were incubated at 37 C for 2 hr; 0.5 ml of 1% sheep red cell suspension in the same buffered saline was added to each tube, and the mixtures were further incubated at 37 C for 2 hr; after reading hemolysis, the mixtures were kept overnight in the cold; and final reading was made, and the reciprocal of the highest dilution of HDF showing complete inhibition of hemolysis was taken as the HDF titer. 
